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Abstract: The aim of this study was to evaluate the influence of vinification techniques on volatile
compounds and sensory profiles in young Palomino fino white wines. Four winemaking techniques
(pellicular maceration, supra-extraction and use of commercial yeast strains and of β-glycosidase
enzymes) were implemented to enhance the aromatic quality of wines elaborated from this neutral
variety of grape. Volatile compound content, aromatic profile (OAVs) and sensorial analysis were
determined. The results showed that all the vinification techniques studied led to an increase in
volatile compounds compared to the control wine. Likewise, an influence of the vineyard and must
extraction method on these compounds was observed. However, the greatest changes in aroma
activity and sensory profile were a result of the pellicular maceration and supra-extraction techniques.
The latter was differentiated by the highest content of terpenes and, consequently, the highest odour
activity values of floral series. In addition, the supra-extraction was a very selective technique since it
extracted terpenes and aromatic precursors, but not the acids responsible for the fatty characteristic,
such as octanoic acid. In terms of sensory profile, the supra-extraction technique improved the
intensity of the Palomino fino white wine and its aromatic quality with a previously not-determined
floral character.
Keywords: pellicular maceration; supra-extraction; β-glycosidase; enzymes; yeasts; volatile com-
pounds; sensory analysis
1. Introduction
Palomino fino is the undisputed leading grape variety in the Jerez-Xeres-Sherry D.O.
wine production area (Andalusia, Spain) and is considered a key element in the production
of dry and sweet sherry wines by biological and oxidative aging [1]. This grape variety is
adapted to the warm conditions of this south-western Spanish region [2], and although it
is characterized by its high yield, no remarkable aromatic attributes have been found [3].
In fact, the Palomino fino grape variety is considered a “neutral” grape with low content
of aroma precursors [2]. This “neutral” characteristic makes this grape variety ideal for
sherry wine production. This is because its chemical composition, aroma and sensory
characteristics are determined by biological and chemical processes that take place during
aging [4] (during the dynamic phase in the “solera” system), but not for fresh and fruity
white wines. In addition, the low total acidity of these wines produced in a warm climate
contributes to the minimal aromatic intensity and also to the lack of freshness [5].
In order to diversify traditional production by adapting it to current needs or demands,
in recent years, the use of the Palomino fino variety has been promoted for the production
of young white wines. Therefore, it is necessary to implement alternative cultivation and
technological practices in order to intensify the aromatic potential of these wines. It is
remarkable that the aroma of wine constitutes an important factor in the wine quality
and price as well as a preference attribute for consumers [6,7]. The variety of grape
employed in making a particular wine, in many cases, completely determines the aroma
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of that wine [8–10]. However, it is well known that other factors such as climate, region,
viticultural practices, degree of grape maturation, yeast and winemaking techniques,
including aging, influence the wine aroma [11–18]. Among them, pre-fermentative cold
maceration (cold soaking or cryomaceration) and the application of selected yeasts and
pectinases are examples of techniques used by oenologists to improve the aromatic quality
and sensory characteristics of white wines. The first technique leads to the greater extraction
of aromatic compounds and precursors from the skins by means of maceration in the must
before the fermentation [19]. The use of yeasts and enzymes with glycosidase activity
favour the release of the aromatic compounds that are found in the grape combined with
sugars in non-aromatic form [20,21].
Some studies have been published on the influence of certain winemaking techniques
on the volatile compounds of Palomino fino wines and other warm-climate grape varieties
(Jerez region, Andalusia, Spain) and comparisons between them. These winemaking
techniques include cold soaking [8], addition of glycosidase enzymes [5,8], co-inoculation
of non-Saccharomyces and Saccharomyces cerevisiae yeast [2] and the use of bee pollen as a
fermentative activator [22]. However, although some authors considered this variety to
have good potential for producing new styles of wines [2], it is not clear if the aroma and
quality of the Palomino fino wine is improved or which of the winemaking techniques used
offer the best results. Therefore, the aim of this study was to assess the effect of various
vinification techniques (pellicular maceration, supra-extraction (freezing and thawing of
grapes before pressing) and the use of different types of yeast strains and β-glycosidase
enzymes on volatile compounds and sensory profiles in white wines elaborated from an
autochthonous grape variety: Palomino fino.
2. Materials and Methods
2.1. Winemaking Techniques
Palomino fino grapes and must from vineyards and wineries, respectively, belonging
to the Jerez area (Cádiz, Spain, coordinates: 36.6866, −6.13717) and from two vintages
(2006 and 2007) were used to perform the trials.
2.1.1. Pellicular Maceration and Supra-Extraction Trials
Palomino fino grapes for pellicular maceration (PM) and supra-extraction (SUPRA)
were from the “CIFA Rancho La Merced” in Jerez de la Frontera (Cádiz, Spain). Grapes
were transported in 25 kg food-material boxes to the laboratory, where they were separated
by weight into 5 equal fractions of 10 kg each. One fraction of whole grapes was frozen
at −18 ◦C until its use in SUPRA trials, and the rest was destemmed and ground and
must and skins were separated. Subsequently, 4 mixtures of 1:3 must and skins were
prepared. Each mixture was kept in a refrigerated tank of 5 L capacity where macerations
were performed at different maceration times: 0 h (control), 4 h (PM4), 8 h (PM8) and 12 h
(PM12) and at a controlled temperature (15 ◦C). A total of 8 tanks were used to carry out the
trials in duplicate. After maceration, pressing of each tank was performed and potassium
metabisulfite (50 mg/L) and tartaric acid were added to the musts to correct their pH to
a value of 3.5–3.6 (both Agrovin, Ciudad Real, Spain). The sulphited grape musts were
then subjected to static settling for 24 h at a low temperature (10 ◦C). The clarified grape
musts were then racked to glass tanks with cooling jackets (V = 5 L) for directed alcoholic
fermentation at a controlled temperature of 18 ◦C using a commercial active dry wine
yeast (ADWY) strain of Saccharomyces cerevisiae Fermivin 7013 (DSM Food Specialties Spain,
S.L., Barcelona, Spain), at a dose of 20 g/hL. This ADWY is recommended for white and
red wines and is characterized by neutrality and fast fermentation. Once the alcoholic
fermentation was complete (stable density measurement and the residual reducing sugars
below 2 g/L), the wines were chilled (6 ◦C) for 7 days and subsequently treated with gelatin
(4 g/hL) and bentonite (40 g/hL), filtered (sterilizing filter plates SA-990) (Papeleras del
Besós Placas filtrantes, S.L., Barcelona, Spain) and bottled using nitrogen pressure.
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For the SUPRA trials, once the grapes were thawed and pressed, the same winemaking
protocol was followed as for the PM.
2.1.2. Yeast Strains and Enzyme Trials
The Palomino fino grape must, without the addition of sulphurous anhydride and
pH correction, was obtained from the Grupo Osborne winery in El Puerto de Santa María
(Cádiz, Spain). Sulphurous addition, pH correction and settling of the musts were carried
out in the same way as in the PM and SUPRA trials. Once the grape must was clarified, it
was separated into 4 fractions and racked to the fermentation tanks. A total of 8 tanks were
used to carry out the trials in duplicate. Four yeast strains (3 commercial and 1 selected
native) were used to carry out the alcoholic fermentation by inoculating each tank with each
yeast strain. A total of 8 tanks were used to carry out the trials in duplicate. In addition,
Fermivin (DSM Food Specialties Spain, S.L., Barcelona) (F) at a dose of 20 g/hL (used
as reference), ENSIS-L5 (Ensis Sciences, Barcelona, Spain) at a dose of 10 g/hL (ENSIS)
and CK S-102 (Enolviz, S.L., Bilbao, Spain) (CK) at a dose of 15 g/hL were used. The
fourth strain was an autochthonous strain of S. cerevisiae isolated by the winery Domecq
S.L. in Jerez de la Frontera (Cádiz, Spain) and commonly used as “pie de cuba” (PC) in the
elaboration of fino-type wines.
After complete fermentation, each type of wine (elaborated by each yeast strain) was
separated into 3 new fractions. One fraction was clarified, filtered and bottled following
the same process as the PM and SUPRA wines obtaining the PC, F, ENSIS and CK wines.
The second and third fractions of each wine were kept in clarification tanks for 2 weeks at
20 ◦C after the addition of a commercial enzyme extract with high β-glucosidase activity
to each fraction. The enzyme extracts were Novoferm 12G (Novo Nordisk Pharma S.A.,
Madrid, Spain) (12G) and Rapidase AR-2000 (DSM Food Specialties Spain, S.L., Barcelona,
Spain) (AR) at a dose of 4 and 2.5 g/hL, respectively. The β-glucosidase activity under the
assay conditions was determined, resulting in 33.7 and 38.6 units/g of extract for 12G and
AR, respectively. After enzymatic treatment, the wines were clarified, filtered and bottled,
obtaining 8 types of wine (PC-12G, PC-AR, F-12G, F-AR, ENSIS-12G, ENSIS-AR, CK-12G
and CK-AR).
2.2. Volatile Compounds
Higher alcohols, acetaldehyde, ethyl acetate and methanol were analysed using a
GC-FID HP 5890 Series II system (Agilent Technologies, California, USA) equipped with
a Carbowax 20 M column (50 m, 0.25 mm ID, 0.25 µm). The operation conditions of the
GC were: injector and detector temperatures, 250 ◦C; oven temperature, 35 ◦C for 10 min
(followed by a ramp of 4 ◦C/min until 200 ◦C); sample volume, 20 µL (distilled sample
for alcoholic strength determination) in split mode (split ratio 1/20); and carrier gas, H
(1 mL/min). The identification and quantification of major volatile compounds was carried
out using pure standard compounds (Sigma–Aldrich Química, S.A., Madrid, Spain) and
4-methyl-2-pentanol (783 mg/L) as the internal standard.
Semiquantitative GC–MS analyses, after solid-phase extraction (SPE), were used to
determine minor volatile aroma compounds. The method described by Di Stefano [23] was
followed for the extraction using DSC-18 of 1 g (6 mL) cartridges (SUPELCO, Bellefonte,
PA, USA). GC–MS analysis was performed on a Voyager® system (Termoquest, Milan,
Italy), equipped with a Supelcowax-10 column (60 m, 0.32 mm ID, 0.5 µm). The injector
and detector temperature was 200 ◦C, using He (1 mL/min) as the carrier gas. The GC oven
program was as follows: held at 40 ◦C for 5 min, then ramped at 2 ◦C/min to 200 ◦C and
held for 5 min. A direct injection of 2 µL in splitless mode (40 s) of sample was carried out.
The electronic impact mode (EI+) with an electron energy value of 70 eV was applied. The
initial and interface temperatures were 220 ◦C and 320 ◦C, respectively. The MS collected
data at a scan index of 1 scan/s and mass acquisition range of 45–400 m/z. The procedure
was also described in [22]. Peak identification was carried out using the Xcalibur v.1.1.
Library Browser (Thermo Fisher Scientific, Waltham, MA, USA) by analogy of mass spectra
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(90% minimum matching level), some of them confirmed by retention times of standards
from Sigma Aldrich (St. Louis, MO, USA). Semiquantitative analyses were carried out,
assuming a response factor equal to one. All determinations were carried out in duplicate.
Total volatile compounds were determined by the sum of the compounds identified and
quantified.
2.3. Odour Activity Values
According to Francis et al. [24], odour activity values (OAV) were calculated as the
ratio between the mean concentration of each volatile aroma compound and its odour
threshold value (OTV), as reported by other authors [25–30]. To estimate the overall
wine aroma, the odour descriptors were grouped into different aromatic series and every
compound was assigned to one aromatic series based on the main odour descriptors.
The total intensities for each aromatic series were calculated as the ΣOAV of each of the
compounds assigned to this series. The odorant series used in this study (fruity, sweet,
fatty, floral, grassy, spicy, earthy and mushroom, chemical and dried fruit) represented the
main constituents of the aromatic profile used by Amores-Arrocha et al. [22] for the wines
made using the same grape variety. An organoleptic profile of the wines was obtained
through the relationship between quantitative results derived from chemical and sensory
analyses [31].
2.4. Sensory Analysis
The differences between the sensorial profiles of wines made using different winemak-
ing techniques and the control wine were evaluated by a panel of 10 trained tasters, both
men and women between 30 and 55 years of age. All wines were evaluated between three
and five days after bottling. The tasting panel used individual booths with controlled illu-
mination, located in the tasting room of the Institute of Viticulture and Agri-Food Research
(IVAGRO, Puerto Real, Cádiz); wines were presented in standard tasting glasses [32] and
covered with watch-glasses to minimize the evaporation of volatile compounds. The wines
were served to each taster (50 mL) at room temperature (20 ± 2 ◦C). A 5-point scale (from
0 to 5 according to increasing intensity) was used to evaluate the general acceptability of
wines and their visual (intensity and quality), olfactory (quality and intensity) and gusta-
tory (quality and intensity) characteristics. Some aspects of interest such as characteristic
odour (floral, fruity, vegetable, spice, balsamic and dried fruit), flavours (acidity, salinity,
sweetness, bitterness and warmness) and mouthfeel (smoothness, persistence and after-
taste) were also considered following the procedure by Amores-Arrocha [22]. The tasting
descriptors used were selected based on those for white wines defined by Jackson [33].
2.5. Statistical Analysis
A two-way analysis of variance (ANOVA) was performed to identify statistically
significant differences between samples using the statistical package GraphPad Prism
version 6.01 for Windows (GraphPad Software, San Diego, CA, USA). Statistically signifi-
cant differences between samples according to Bonferroni’s multiple range (BSD) test was
defined as p < 0.05. A principal component analysis (PCA) was performed to determine
the influence of the vinification techniques on the aromatic profile of wines. The statistical
computer package SPSS 23.0 (SPSS Inc., Chicago, IL, USA) and the factor extraction method
of rotated component matrix loadings were used, with “quartimax” Kaiser normalization.
3. Results and Discussion
3.1. Influence of Pre-Fermentative and Aroma-Release Treatments on Volatile Compounds of Wines
Total volatile compounds of the Palomino fino control wine and those obtained by
the different techniques are shown in Figure 1. As can be observed, the PM and SUPRA
techniques led to an increase of the total volatile compounds similar to those produced by
most yeast strains or glycosidase enzymes.
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Figure 1. Total volatile compounds in Palomino fino wine samples with application of extractive
and aroma-release techniques. Lowercase superscript letters show statistical significance (p < 0.05).
PM4, PM8 and PM12: pell cular maceration for 4, 8 and 12 h, respectively; SUPRA: supra-extraction
wine; PC, F, CK and ENSIS: wine elaborated by different yeast stra s; 12G and AR: correspond
to enzymatic extracts used. PC: “pie de cuba”; F: Fermivin; CK: CK S-102; ENSIS: ENSIS-L5; 12G:
Novoferm 12G; AR: Rapidase AR-2000.
It is necessary to highlight that the control and F wines were made with the same
yeast strain and under the same conditions, but the grapes and must came from differ-
ent vineyards (Jerez and El Puerto de Santa María, respectively) and were obtained with
different pressing systems (horizontal membrane presses and h rizontal plate presses,
respectively). Th differences observed i the total volatile content between both were
conditioned by both facto s. Several authors [10,34] have shown the influence of terroir
and grape ripening [10,12] on volatil compounds, as well as influence of technological
practices [8,13]. Als , it has been reported that the gre test extraction of grape solids is
obtained by application of a high degree of p essu e, which modifies the physicochemical
and s ns ry composition of the wines [35,36]. However, to d te, no studies have been
carried out about the influenc of press type on vola ile compounds. According to these
results, horizontal membrane presses lead to lower total volatile compounds than hori-
z ntal plat res es, most likely u to less extract on fr m the solid parts, particularly
aromatic compounds pr se t in the grapes. On the one hand, the PM and SUPRA favoured
this extraction, increasing total concentratio s of most aromatic components in the final
wine [37]. According to Riber au-Gayón t al. [38], supra-extraction causes changes in the
ultrastructure of t e grape tissues, producing an effect comparable to that of skin macera-
tion and releasing aromas and aromatic precursors ore easily from the grape. Therefore,
winemaking practices that favour grape crushing and extraction of components from the
skins (including pressing) lead to wines with a higher content of volatile compounds.
On the other hand, the total content of the volatile compounds found in Palomino fino
wine was also dependent on the yeast strain used. The maximum proportion of volatile
compounds was yielded by the PC strain, followed by the F strain, whereas similar levels of
volatiles were found in the CK and ENSIS wines. The PC strain is an autochthonous yeast
strain used in sherry wine elaboration characterized by higher alcohol and acetaldehyde
production, hence the higher production of volatiles.
Regarding β-glycosidase enzymes, an increase of total volatile compounds was ob-
served with respect to the control. However, their effects were reflected less clearly, being
dependent on the characteristics of the wine after fermentation with a specific yeast strain.
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The 46 volatile compounds positively identified and quantified in Palomino fino
white wines obtained with pre-fermentative and aroma-release treatments are shown in
Tables 1 and 2, respectively. The compounds are grouped according to their chemical
structure, including higher alcohols, methanol, acids, C6 alcohols, alcohols, terpenes, esters,
aldehydes, thiols and phenols. As can be seen, the higher alcohols, methanol, esters and
acetaldehyde produced an enrichment in the volatile compounds of wines made with
different vinification techniques.
3.1.1. Higher Alcohols and Methanol
As can be seen from the results in Tables 1 and 2, higher alcohols were the largest
group of volatile compounds in the evaluated Palomino fino wines, in agreement with
results reported by other authors for this and other white wine varieties [6,22,39]. Among
them, the isoamyl alcohol was quantitatively the main compound, reaching levels above
200 mg/L in yeast strain- and enzyme-treated wines regardless of the yeast strain and β-
glycosidase enzyme used. It was reported that the greatest amounts of higher alcohols are
obtained from wines fermented with the highest level of solids [40], which could explain
these results.
The pellicular maceration and supra-extraction favoured the formation of higher
alcohols, with a higher influence of the processes themselves (Table 1) on this increase than
the time of maceration, which could be related to the amino acid content on which the
pellicular maceration exerts the same effect [41].
As can be seen in Table 2, the relative concentrations of total alcohols in yeast strain-
and enzymatically treated wines were significantly higher than those of the control and
similar between them. They are the main yeast-synthesised aroma substances of the
fermentation bouquet by sugar catabolism or decarboxylation and deamination of amino
acids in yeast [42], which would explain the differences between the yeast strains used.
Similarly, the methanol content of all wines also increased, generally reaching levels
twice that of the control. This increase could be due to the presence of the high pectin
content in must. Pectic residues, mainly cellulose and pectins, are released from the
cellular tissue due to the damages, breaks and maceration. The yeast could solubilize
and metabolize pectin to produce methanol during alcoholic fermentation by enzymatic
hydrolysis [43]. In terms of alcohol production and food safety, pellicular maceration may
not be recommended. However, the levels produced by this technique are well below
the limits established by the International Organisation of Vine and Wine (OIV) for white
wines (250 mg/L) in its resolution No. OENO 19/2004 [44].
3.1.2. Acids
A total of six acids were identified in the volatile fraction of Palomino fino wines. How-
ever, in yeast strain- and enzyme-treated wines, only hexanoic, octanoic and n-decanoic
acids were detected and quantified. The average total concentration of these acids ranged
between 0.4 and 1.9 mg/L, reaching the highest values in the control and PM wines. There-
fore, they could contribute to the quality of the wine by increasing aroma complexity [6].
On the one hand, the octanoic acid, followed by hexanoic acid, showed the highest
contribution to the total acid content (Tables 1 and 2). The n-decanoic, 9-decenoic and
benzoic acids were present in the control, PM and SUPRA wines. The first two generally
increased with maceration process and time, while benzoic acid decreased until 50 µg/L
and was not detected in SUPRA wines (Table 1).
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Table 1. Volatile compound concentrations (µg/L) of Palomino fino wines made using extractive techniques.
Volatile Compounds ID Control PM4 PM8 PM12 SUPRA
Higher alcohols
n-Propyl alcohol ST 8134.00 ± 162.68 a 18,214.70 ± 910.70 b 17,998.00 ± 413.95 b 19,415.70 ± 100.96 b 29,103.90 ± 203.72 c
Isobutanol ST 11,320.00 ± 396.20 a 31,725.00 ± 1078.65 b 29,327.10 ± 1055.77 b 31,000.10 ± 314.21 b 43,641.30 ± 916.47 c
Amyl alcohol ST 14,982.50 ± 419.49 a 43,114.80 ± 776.05 b 39,081.50 ± 172.43 c 43,057.80 ± 516.69 b 33,019.80 ± 363.22 d
Isoamyl alcohol ST 65,148.30 ± 1280.18 a 183,491.00 ± 1853.31 b 172,004.20 ± 1408.06 c 176,007.70 ± 893.09 d 149,989.00 ± 1109.92 e
Total 99,585.00 ± 1394.32 276,545.50 ± 1021.46 258,410.80 ± 1065.09 269,481.30 ± 1481.87 244,760.90 ± 1223.77
% Higher alcohols 77.34 87.11 87.24 88.79 85.73
Methanol ST 25,827.00 ± 371.50 a 46,562.50 ± 744.99 b 51,314.00 ± 451.56 c 58,670.90 ± 557.37 d 46,998.00 ± 831.98 b
Total 25,827.00 ± 371.50 46,562.50 ± 744.99 51,314.00 ± 451.56 58,670.90 ± 557.37 47,998.00 ± 831.98
% Methanol 20.1 14.7 17.3 19.3 16.5
Acids
Hexanoic acid ST 392.03 ± 4.37 a 431.49 ± 10.49 a 381.09 ± 2.42 a 423.36 ± 14.36 a 320.34 ± 10.14 b
Heptanoic acid ST 3.48 ± 1.14 a 5.55 ± 0.39 b 4.88 ± 0.27 b 4.90 ± 0.17 b 5.36 ± 0.26 b
Octanoic acid ST 971.99 ± 30.35 a 993.69 ± 25.31 a 967.12 ± 3.75 a 984.04 ± 35.21 a 526.09 ± 63.05 b
n-Decanoic acid ST 27.99 ± 10.67 a 128.59 ± 7.21 b 46.12 ± 4.01 a 153.78 ± 11.76 b 26.93 ± 0.15 a
9-Decenoic acid LB 52.84 ± 15.49 a 156.62 ± 12.49 b 124.73 ± 10.37 b 287.84 ± 25.14 c 2.00 ± 0.19 d
Benzoic acid ST 241.76 ± 30.88 a 54.45 ± 7.52 b 42.99 ± 3.73 b 53.62 ± 3.83 b nd
Total 1690.08 1770.38 1566.92 1907.56 880.73
% Acids 1.32 0.56 0.53 0.63 0.30
C6 alcohols
1-Hexanol ST 110.10 ± 6.26 a 92.66 ± 0.25 a 100.42 ± 0.52 a 103.75 ± 0.09 a 27.83 ± 2.08 b
(E)-3-Hexen-1-ol ST 0.96 ± 0.11 a 0.50 ± 0.02 b 0.51 ± 0.21 b 0.52 ± 0.01 b 0.25 ± 0.10 c
(Z)-3-Hexen-1-ol ST 6.95 ± 0.71 a 5.11 ± 0.26 b 4.49 ± 0.13 b 4.81 ± 0.35 b 4.83 ± 0.30 b
Total 118.02 98.27 105.42 ± 7.09 109.07 ± 15.46 32.91 ± 5.69
% C6 alcohols 0.09 0.03 0.04 0.04 0.01
Alcohols - - - - -
4-Methyl-1-pentanol ST 1.78 ± 0.24 1.31 ± 0.19 1.47 ± 0.12 1.35 ± 0.14 1.64 ± 0.22
3-Methyl-1-pentanol LB 0.71 ± 0.16 a 4.42 ± 0.17 b 4.82 ± 0.06 b 4.71 ± 0.11 b 3.43 ± 0.38 c
1-Octanol ST 3.18 ± 0.22 a 2.73 ± 0.14 b 2.65 ± 0.12 b 3.03 ± 0.18 a 2.86 ± 0.57 ab
Phenylethyl alcohol ST 1457.09 ± 35.53 a 1286.68 ± 15.32 b 938.30 ± 43.57 c 1218.67 ± 58.06 d 519.80 ± 83.55 e
Total 1462.77 1295.14 947.24 1227.75 527.73
% Alcohols 1.14 0.41 0.32 0.41 0.18
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Table 1. Cont.
Volatile Compounds ID Control PM4 PM8 PM12 SUPRA
Terpenes
Linalool ST nd nd nd nd 47.20 ± 9.44
Linalool oxide LB nd nd nd nd 5.67 ± 0.92
α-Terpineol ST nd nd nd nd 26.09 ± 5.22
β-Citronellol ST 4.12 ± 0.31 a 4.31 ± 0.29 a 2.90 ± 0.58 b 4.38 ± 0.64 a 25.38 ± 3.01 c
Nerol ST nd nd nd nd 10.10 ± 2.02
2,6-Dimethyl-3,7-octadien-2,6-diol LB 24.35 ± 0.73 a 23.97 ± 1.05 a 19.71 ± 0.25 b 22.93 ± 0.10 c 119.76 ± 13.49 d
Total 28.48 28.29 22.61 27.31 234.20
% Terpenes 0.02 0.01 0.01 0.01 0.08
Esters
Ethyl acetate ST 8023.04 ± 180.71 a 19,107.14 ± 114.64 b 18,988.94 ± 170.90 b 18,179.64 ± 363.59 c 20,899.73 ± 285.98 d
Ethyl butyrate ST 0.53 ± 0.07 a 0.12 ± 0.05 b 0.51 ± 0.03 a 0.56 ± 0.12 a 2.53 ± 0.28 c
Isoamyl acetate ST 23.49 ± 2.97 a 11.74 ± 0.02 b 27.21 ± 2.34 a 20.04 ± 1.53 c 73.80 ± 7.11 d
Hexyl acetate ST 2.61 ± 0.38 a 2.93 ± 0.56 a 4.38 ± 0.36 b 2.89 ± 0.34 a 0.98 ± 0.23 c
Ethyl lactate ST 1.47 ± 0.55 a 0.82 ± 0.36 a 0.91 ± 0.23 a 1.15 ± 0.35 a 4.25 ± 0.39 b
Ethyl 2-hydroxy-4-methyl butyrate LB 5.56 ± 0.20 a 5.73 ± 0.23 a 5.32 ± 0.16 a 6.63 ± 0.56 a 3.94 ± 0.23 b
Ethyl 2-hydroxy-4-methylpentanoate LB 6.83 ± 0.52 a 5.67 ± 0.50 a 5.50 ± 0.47 a 6.03 ± 0.29 a nd
Ethyl pentanoate ST 168.91 ± 9.81 a 156.03 ± 4.45 a 118.64 ± 19.92 b 147.11 ± 3.47 a 99.34 ± 9.84 b
Ethyl hexanoate ST 19.76 ± 2.19 a 19.46 ± 0.58 a 36.33 ± 2.79 b 31.25 ± 2.56 b 41.78 ± 3.11 c
Isoamyl hexanoate LB nd 0.16 ± 0.07 0.19 ± 0.10 0.24 ± 0.03 nd
Ethyl octanoate ST 117.89 ± 7.73 a 157.57 ± 4.45 b 238.61 ± 23.05 c 257.98 ± 26.93 c 140.58 ± 3.21 a
Diethyl malonate LB 0.16 ± 0.03 0.19 ± 0.01 0.19 ± 0.02 0.18 ± 0.01 0.20 ± 0.05
Ethyl decanoate ST 21.21 ± 4.90 a 27.11 ± 5.34 a 40.20 ± 6.71 b 36.82 ± 7.43 b 22.14 ± 1.13 a
Diethyl succinate ST 50.81 ± 3.00 a 51.92 ± 3.04 a 44.35 ± 4.55 a 64.81 ± 4.51 b 61.68 ± 1.54 b
Ethyl 9-decenoate LB 82.77 ± 4.51 a 100.84 ± 4.55 b 108.30 ± 5.63 b 106.09 ± 4.52 b 31.56 ± 7.24 c
2-Phenethyl acetate ST 83.66 ± 6.09 a 83.81 ± 7.26 a 80.55 ± 2.00 a 69.25 ± 6.58 b 50.31 ± 4.72 c
Ethyl cinnamate ST 4.80 ± 0.98 a 11.31 ± 1.79 b nd 4.72 ± 0.99 a nd
Total 8613.52 ± 167.40 19,742.53 ± 137.83 19,700.13 ± 111.62 18,935.38 ± 139.41 21,432.81 ± 181.00
% Esters 6.72 6.20 6.67 6.19 7.29
Aldehydes
Acetaldehyde ST 17,235.10 ± 172.32 a 17,956.90 ± 538.70 b 15,434.50 ± 134.28 c 11,784.00 ± 400.66 d 17,629.50 ± 458.37 ab
Total 17,235.10 ± 172.32 17,956.90 ± 538.70 15,434,50 ± 134.28 11,784.00 ± 400.66 17,629.50 ± 458.37
% Aldehydes 13.29 5.68 5.08 3.96 5.76
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Table 1. Cont.
Volatile Compounds ID Control PM4 PM8 PM12 SUPRA
Thiols
3-Methylthio-1-propanol LB 9.13 ± 1.64 a 6.98 ± 0.82 b 4.90 ± 0.39 c 5.57 ± 0.94 b 3.42 ± 0.60 c
Total 9.13 6.98 4.90 5.57 3.42
% Thiols 0.01 0.01 0.01 0.01 0.01
Phenols
2-Methoxy-4-vinilphenol ST 5.35 ± 0.46 a 9.01 ± 1.86 b 9.54 ± 2.02 b 13.93 ± 2.93 c nd
2,6-Di-tert-butyl-4-ethylphenol LB 9.63 ± 1.02 a 8.39 ± 0.21 a 7.64 ± 0.66 a 8.74 ± 0.92 a 5.77 ± 0.55 b
Total 14.98 17.40 17.18 22.66 5.77
% Phenols 0.01 0.01 0.01 0.01 0.01
nd: not detected. PM4, PM8 and PM12: pellicular maceration for 4, 8 and 12 h, respectively; SUPRA: supra-extraction wine; ID: Identification method; ST: compounds detected using pure standards and with
Xcalibur v.1.1. Library Browser; LB: compounds detected using with Xcalibur v.1.1. Library Browser. Different letters indicate significant differences concentration volatile compounds analyzed between for
Palomino fino wines studied (p < 0.05). Data are expressed as mean ± standard deviation (n = 3).
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Table 2. Volatile compound concentrations (µg/L) of Palomino fino wines made using aroma-release techniques.
Volatile Compounds ID F F-12G F-AR PC PC-12G PC-AR CK CK-12G CK-AR ENSIS ENSIS-12G ENSIS-AR
Higher alcohols - - - - - - - - - - - -




























































































Total 219,00.00 228,000.00 164,410.00 229,00.00 210,00.00 221,91.00 234,000.00 227,000.00 231,520.00 246,000.00 264,000.00 200,000.00
% Higher alcohols 54.68 61.24 45.85 46.22 62.21 41.23 65.58 68.28 65.34 68.03 65.11 63.66














































% Methanol 12.3 14.8 7.7 10.5 15.6 10.1 13.8 16.2 14.4 14.8 12.4 13.4
Acids - - - - - - - - - - - -




















































a 21.24 ± 2.09 b nd
58.87 ± 15.78
a 10.72 ± 0.84 c
53.47 ± 16.74
a
Total 705.57 776.99 491.01 444.32 605.24 363.00 806.50 669.07 425.53 672.72 547.83 624.57
% Acids 0.18 0.21 0.14 0.09 0.18 0.07 0.23 0.20 0.12 0.19 0.14 0.20
C6 alcohols - - - - - - - - - - - -
1-Hexanol ST 132.35 ±11.05 a 93.96 ± 6.59 b
125.60 ± 8.79




a 88.62 ± 8.91 b
122.27 ± 8.99
a 94.75 ± 2.83 b 71.50 ± 6.48 c 95.70 ± 5.50 b
(E)-3-Hexen-1-ol ST 0.43 ± 0.04 a 0.38 ± 0.13 a 0.45 ± 0.08 a 0.13 ± 0.01 b 0.42 ± 0.09 a 0.15 ± 0.03 b 0.52 ± 0.12 a 0.45 ± 0.05 a 0.65 ± 0.17 a 0.40 ± 0.01 a 0.40 ± 0.09 a 0.44 ± 0.07 a
(Z)-3-Hexen-1-ol ST 6.20 ± 0.10 a 5.24 ± 0.36 b 6.53 ± 0.32 a 3.68 ± 0.06 c 4.91 ± 0.13 b 4.26 ± 0.41 b 5.57 ± 0.18 a 4.86 ± 0.23 b 5.70 ± 0.67 a 4.37 ± 0.50 b 4.38 ± 0.95 b 4.88 ± 0.86 b
Total 138.97 99.57 132.58 100.09 86.14 108.57 128.06 93.93 128.62 99.53 76.28 101.03
% C6 alcohols 0.03 0.03 0.04 0.02 0.03 0.02 0.04 0.03 0.04 0.03 0.02 0.03
Alcohols - - - - - - - - - - - -
4-Methyl-1-pentanol ST 4.62 ± 0.35 a 1.11 ± 0.06 b 4.02 ± 0.12 a 0.44 ± 0.09 c nd 0.49 ± 0.15 c nd nd nd 1.23 ± 0.11 b nd 1.29 ± 0.24 b
3-Methyl-1-pentanol LB nd 5.18 ± 0.18 a 0.00 ± 0.00 nd nd nd 2.43 ± 0.12 b 2.31 ± 0.17 b 2.60 ± 0.22 b 3.35 ± 0.27 c 1.62 ± 0.11 d 3.28 ± 0.37 c
3-Ethoxy-1-propanol LB 7.88 ± 0.25 a 7.64 ± 0.26 a nd 4.82 ± 0.41 b 6.86 ± 0.36 c 5.15 ± 0.43 b 3.78 ± 0.20 d 3.31 ± 0.46 d 4.30 ± 0.19 b 6.10 ± 0.18 c 4.99 ± 0.25 b 6.59 ± 0.48 c
3-Ethyl-2-pentanol ST nd 7.71 ± 0.31 a nd 1.56 ± 0.11 b 3.65 ± 0.11 c nd 4.79 ± 0.18 d nd nd nd Nd nd
Benzyl alcohol ST 19.44 ± 0.19 a 9.63 ± 0.9 b nd 14.25 ± 0.34 c 15.11 ± 0.40 c nd 7.56 ± 0.23 d 6.54 ± 0.15 d nd 9.68 ± 0.30 b 10.66 ± 0.74 b nd























Total 1281.90 1835.78 1929.54 976.30 1142.85 999.21 1592.44 1460.51 1363.16 1213.28 1221.59 1419.10
% Alcohols 0.32 0.49 0.54 0.20 0.34 0.19 0.45 0.44 0.38 0.33 0.30 0.45
Terpenes - - - - - - - - - - - -
β-Citronellol ST 12.43 ± 0.69 a 9.41 ± 0.32 b 15.29 ± 1.43 c 6.57 ± 0.36 d 6.03 ± 0.27 d 3.94 ± 0.36 13.24 ± 0.80 a 8.34 ± 0.29 b 18.78 ± 1.06 c 10.14 ± 0.64 b 6.35 ± 0.27 d 17.02 ± 0.84 c
2,6-Dimethyl-3,7-




ab 7.62 ± 0.57 b 8.59 ± 0.30 b 14.54 ± 2.04 a
10.43 ± 0.83
ab
Total 25.47 20.93 26.72 15.62 14.40 12.71 23.73 18.57 26.40 18.73 20.89 27.45
% Terpenes 0.01 0.01 0.01 0.00 0.00 0.00 0.01 0.01 0.01 0.01 0.01 0.01
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Table 2. Cont.
Volatile Compounds ID F F-12G F-AR PC PC-12G PC-AR CK CK-12G CK-AR ENSIS ENSIS-12G ENSIS-AR
Esters - - - - - - - - - - - -























Ethyl butyrate ST 1.21 ± 0.14 a nd nd nd nd nd 1.03 ± 0.11 a nd nd 0.63 ± 0.05 b nd nd
Ethyl isovaleriate LB 2.09 ± 0.23 a nd 2.09 ± 0.17 a 1.14 ± 0.28 b nd 1.14 ± 0.16 b 1.89 ± 0.36 a nd 1.89 ± 0.34 a 0.98 ± 0.17 b nd 0.98 ± 0.16 b
Isoamyl acetate ST nd nd nd 0.35 ± 0.02 a nd nd nd nd nd 0.09 ± 0.01 b nd nd
Ethyl lactate ST 15.77 ± 0.68 a 17.24 ± 1.84 a 23.19 ± 1.04 b 8.67 ± 0.11 c 20.53 ± 0.87 d 13.16 ± 0.94 e 13.87 ± 0.65 e 19.50 ± 0.58 d 21.12 ± 1.73 d 7.81 ± 0.22 c 16.59 ± 0.75 a 12.31 ± 0.32 e
Ethyl pentanoate ST 98.32 ± 6.20 a 68.47 ± 4.80 b 85.01 ± 3.10 c 39.23 ± 1.05 d 87.99 ± 2.05 c 35.10 ± 1.45 e 53.44 ± 1.07 f 41.46 ± 1.17 d 44.78 ± 2.99 d 59.99 ± 4.43 f 53.77 ± 1.12 f 66.48 ± 1.19 b
Ethyl hexanoate ST 14.89 ± 0.75 a nd 8.69 ± 0.95 b 6.67 ± 0.33 c nd 5.36 ± 0.11 d 14.42 ± 0.55 a 19.50 ± 0.43 e 3.47 ± 0.17 f 9.98 ± 0.31 b 0.99 ± 0.07 g 1.17 ± 0.19 g
Ethyl octanoate ST 51.64 ± 1.98 a 15.73 ± 0.84 b 43.70 ± 1.75 c 31.30 ± 0.97 d 20.31 ± 0.76 e 24.34 ± 0.76 f 49.94 ± 0.97 a 14.02 ± 0.39 b 55.47 ± 3.08 a 51.26 ± 0.87 a 13.72 ± 0.82 b 46.82 ± 1.44 c
Ethyl decanoate ST 83.59 ± 2.09 a 32.84 ± 1.15 b 11.43 ± 0.69 c 52.77 ± 1.15 d 30.98 ± 1.09 b nd 72.10 ± 1.13 e 30.28 ± 0.92 b 27.06 ± 1.86 f 87.42 ± 1.39 a 26.06 ± 0.66 f 25.11 ± 1.38 f
Diethyl succinate ST 25.66 ± 1.04 a 51.06 ± 1.99 b 41.89 ± 1.12 c 11.77 ± 0.99 d 31.53 ± 0.54 e 19.40 ± 0.32 f 35.57 ± 0.86 g 58.17 ± 1.24 h 60.25 ± 2.55 h 32.63 ± 0.55 e 40.84 ± 0.50 c 53.83 ± 1.67 b
Ethyl 9-decenoate LB 15.61 ± 0.97 a 10.40 ± 0.32 b 10.72 ± 0.64 b 9.95 ± 0.20 b 9.56 ± 0.58 b 6.11 ± 1.11 c 41.74 ± 0.49 d 17.14 ± 0.78 e 29.62 ± 0.42 f 21.41 ± 0.29 g 7.94 ± 0.69 c 14.57 ± 0.23 a
Phenethyl acetate ST 57.64 ± 2.04 a 72.58 ± 1.78 b 54.81 ± 3.67 a 38.25 ± 0.67 c 37.73 ± 1.32 c 32.54 ± 1.03 d 97.22 ± 1.00 e 79.47 ± 2.96 f 75.03 ± 0.81 b 76.71 ± 2.50bf 39.81 ± 1.17 c 71.86 ± 1.36 b
Ethyl palmitate LB 51.05 ± 0.87 a nd nd nd 90.91 ± 4.98 b nd 139.40 ± 3.03c nd nd 45.65 ± 0.84 d nd nd
Ethyl laurate ST nd nd nd nd nd nd 23.22 ± 0.77 a nd nd 49.40 ± 1.25 b nd nd
Ethyl nonadecanoate ST 25.00 ± 0.27 a 8.97 ± 0.25 b nd 4.55 ± 0.09 c nd nd nd nd nd nd nd nd
Ethyl linoleate LB nd 182.53 ± 4.56a nd nd
103.70 ± 2.09
b nd 49.45 ± 1.03 c nd nd 70.57 ± 2.03 d nd nd
Ethyl hexadecanoate ST nd 36.51 ± 0.75 a nd nd 48.25 ± 0.41 b nd nd nd nd 28.41 ± 0.66 c nd nd
Ethyl oleate LB nd 90.67 ± 2.05 a nd nd 29.29 ± 0.17 b nd nd nd nd nd nd nd
Diethyl 2-hydroxy-3-
methylsuccionate LB nd 10.23 ± 0.76 a nd nd 10.21 ± 0.14 a nd nd 11.77 ± 1.22 a nd nd 8.66 ± 0.09 b nd
Total 50,400.48 38,678.23 47,421.94 63,629.63 33,600.98 55,867.16 40,663.32 24,619.28 34,099.19 26,549.93 38,248.38 27,928.13
% Esters 12.55 10.38 13.21 12.75 9.87 10.38 11.37 7.38 9.61 7.31 9.43 8.88
Aldehydes - - - - - - - - - - - -























Total 80,094.0 48,002.00 116,670.00 150,315.0 40,108.5 204,760.00 30,721.0 25,011.0 35,810.5 33,895.5 51,214.0 42,040.0
% Aldehydes 19.95 12.88 32.49 30.20 11.78 38.04 8.59 7.49 10.09 9.34 12.63 13.37
Thiols - - - - - - - - - - - -
3-Methylthio-1-
Propanol LB 5.13 ± 0.16 a 7.12 ± 0.29 b 8.75 ± 0.98 c 2.13 ± 0.30 d 5.90 ± 0.99 a 2.06 ± 0.11 d 8.63 ± 0.87 c 8.33 ± 0.56 c 8.87 ± 0.69 c 6.13 ± 0.48 b 6.01 ± 0.76 b 7.73 ± 0.95 b
Total - - - - - - - - - - - -
% Thiols 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00 0.00
nd: not detected. PC, F, CK and ENSIS: wine elaborated by different yeast strains; 12G and AR: correspond to enzymatic extracts used; ID: Identification method; ST: compounds detected using pure standards
and with Xcalibur v.1.1. Library Browser; LB: compounds detected using with Xcalibur v.1.1. Library Browser. Different letters indicate significant differences concentration volatile compounds analyzed between
for Palomino fino wines studied (p < 0.05). Data are expressed as mean ± standard deviation (n = 3).
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On the other hand, it has been reported that the production of fatty acids is dependent
on the yeast strains and their abilities to synthesize/convert precursors or break carbon
chains [45]. These varying abilities could explain the differences in acids observed when
different yeast strains were used (Table 2). The CK and F wines showed the highest
content in fatty acids, highlighting octanoic acid (>500 µg/L), while PC wines showed
the lowest content. Likewise, although no references have been found, treatment with
glycosidase enzymes also affected the acid content, but the behaviour of each enzyme
differed according to the strain. So, the F and PC wines treated with 12G showed higher
concentrations of fatty acids than the same untreated wines, while the opposite effect was
observed in CK and ENSIS wines. However, the AR enzyme treatment led to lower content
of fatty acids than their respective untreated wines.
3.1.3. C6 Alcohols
C6 alcohols are known to contribute to the aroma of many fruits and vegetables [46]
and have also been proposed as potential markers of varietal authenticity [47]. Some
authors [48,49] have even described them as major contributors to the varietal aroma
of neutral grape varieties. Besides, according to Denis et al. [50], hexan-1-ol, hexenal,
(E)-2-hexen-1-ol and (E)-2-hexenal are all precursors to hexyl acetate, although their metab-
olization by yeast depends on the concentration and type of C6 compounds. On the one
hand, the C6 alcohol levels of Palomino fino wines varied according to the treatment used,
with 1-hexanol as a highlight (Tables 1 and 2). The SUPRA wines (Table 1) showed the low-
est C6 compounds’ content because of the low levels of 1-hexanol and also (E)-3-hexen-1-ol
(27.83 and 0.25 µg/L, respectively). On the other hand, the wines elaborated by the PC
strain (Table 2) showed lower contents of these compounds, principally (E)-3-hexen-1-ol,
while no significant effect of enzyme treatment was observed. Bakker et al. [51] pointed
out that C6 compounds are originally present in crushed grape must, resulting from the en-
zymatic oxidation of grape polyunsaturated fatty acids through the lipoxygenase pathway.
In this sense, extractive treatments did not favour the yield of C6 alcohols in our study,
contrary to what was observed in other grape varieties [14,37,41].
3.1.4. Alcohols
As shown in Tables 1 and 2, the type of technological treatment applied also had an
impact on the alcohol content of wines, ranging between 0.5 and 2 mg/L. Phenylethyl
alcohol was the principal contributor to this content, and the SUPRA wines showed the
lowest level.
Only 1-octanol was detected in the control, PM and SUPRA wines, while 3-ethoxy-1-
propanol, 3-ethyl-2-pentanol and benzyl alcohol were present in the other wines. Likewise,
each alcohol’s formation and its content in wine depended on the yeast strain and enzyme
used. The highest levels were obtained with the CK strain and the lowest with the PC.
Glycosidase enzymes showed different behaviour depending on the wine characteristics.
The AR enzyme increased the alcohol content in the F, PC and ENSIS wines, and 12G had
a stronger effect on the F and PC wines. Therefore, alcohol contents were dependent on
the raw material and the biochemical and technological changes during winemaking, as
indicated by some authors [52].
3.1.5. Terpenes
Terpenes are considered as the main part of the varietal compounds derived from
grapes, where they are often found to be glycosidically bound [42], depending on the
variety and the relative proportions of free and bound forms [52]. The presence of terpenes
in wine is typically due to the direct extraction of these compounds and their skin glyco-
conjugates [14,42,53]. However, during fermentation, terpene glycosides are hydrolysed to
free volatile terpenes by yeast glycosidase and by the acidic fermentation conditions.
According to Genovés et al. [54], 2,6-dimethyl-3,7-octadiene-2,6-diol is, together with
geraniol, one of the major terpene compounds in Palomino musts. Other terpene com-
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pounds, such as linalool, nerol and a-terpineol, have been found for the same variety by
some authors [5,8]. However, as can be observed in Tables 1 and 2, the content of terpenes
in Palomino fino wines is represented by 2,6-dimethyl-3,7-octadien-2,6-diol and a small
fraction of β-citronellol, except in the SUPRA wines (Table 1). In fact, the latter showed a
terpene content higher than 200 µg/L, where 2,6-dimethyl-3,7-octadiene-2,6-diol was the
majority terpene compound. On the one hand, this technique favoured the extraction of
other terpenic compounds, such as linalool, linalool oxide, α-terpineol, β-citronellol and
nerol, or their precursors. On the other hand, no increase in terpenes due to pellicular mac-
eration and the use of yeast strains or glycosidase enzymes was observed, contrary to other
studies [5,8,55]. In general, the terpene content was similar, except when compared to the
PC wines (12–15 µg/L), which showed the lowest contents. Therefore, this autochthonous
yeast strain generally used for sherry wine elaboration seems to have a lower capacity to
release glycosidic compounds. The content of aromatic precursors extracted from the grape,
their presence in the must and the glycosidase activity of the yeasts during fermentation
conditioned the release of glycosylated terpenes [56].
The disruption of membranes by freezing [57] produced during the supra-extraction
favours the selective extraction of precursors and aromatic compounds and their subse-
quent diffusion into the must, even in varieties such as Palomino fino, which is considered
neutral by some authors [54].
3.1.6. Esters
Esters were found in a range between 8.0 and 63.0 mg/L (Tables 1 and 2), showing the
higher contents (>24.0 mg/L) in wines made with different yeast strains and glycosidase
enzymes, most likely due to the must characteristics used in winemaking. The biosynthesis
of these compounds is directly dependent on the availability of fatty acids, and both
depend on fermentation conditions such as yeast strain, nutrient status of the must (e.g.,
sugar, assimilable nitrogen) and temperature [58]. On the one hand, the SUPRA and PM
techniques increased the total esters, but no influence of maceration time was observed.
Regarding the yeast used, a greater influence of the must composition was observed
compared to the yeast strain. On the other hand, the β-glycosidase enzymes used led to
a lower content of esters, contrary to what has been shown in other studies for the same
variety [2,5]. The observed decrease was greater with the use of 12G, except for the ENSIS
wines. This fact shows that both preparations possess some type of secondary hydrolytic
activity that mainly affects these esters [59].
The compound responsible for the total ester content and the differences found be-
tween Palomino fino wines was ethyl acetate, with the highest concentration. The wines
elaborated using the PC strain stood out due to their levels of ethyl acetate, but the use of
enzymes caused a decrease of this compound. Significantly high levels (>50.0 µg/L) of
ethyl pentanoate, ethyl octanoate, ethyl decanoate, diethyl succinate, phenethyl acetate and
ethyl 9-decenoate were found in these wines, although this last did not reach higher values
than 16.0 and 10 µg/L in the F and PC wines, respectively. The behaviour of these esters
depended on both the technique used and the compound itself. The pellicular maceration
favoured the formation of ethyl octanoate, whose content increased with time. The SUPRA
wines were characterized by their isoamyl acetate, ethyl pentanoate and ethyl octanoate
content. The differences observed in the content of these esters in wines made with different
yeast strains were due to the formation and concentration of the yeast used in the present
study, but similar levels were reached with all of them except the PC yeast strain. Similar
findings have been reported by several other authors [60] about the influence of S. cerevisiae
on ester formation.
According to Amores-Arrocha et al. [22], the ester levels observed could be explained
by the presence of fatty acids in wines, because their synthesis is conditioned by the greater
or lesser content of fatty acids and alcohols, both substrates of the esterification reactions.
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3.1.7. Acetalehydes
Acetaldehyde is formed mainly by the metabolism of yeasts [6], but also by acetic acid
bacteria, andcoupled auto-oxidation of ethanol and phenolic compounds [61]. This aroma
compound is one of the most important sensory carbonyl compounds formed during
vinification [61] and is associated with fruity aromas and notes of nuts or dried fruits [6].
As can be observed from the results in Tables 1 and 2, significant differences were observed
between the studied wines. Acetaldehyde production differed significantly between the
two types of must, ranging from 11 to 18 mg/L and 30 to 150 mg/L in wines obtained by
extractive and aroma-release techniques, respectively. The control and the PM4 and SUPRA
wines showed similar levels of acetaldehyde, but longer maceration times led to a decrease.
Various factors influence the formation of acetaldehyde, including the medium composi-
tion [62]. These results show that the ability to produce acetaldehyde is a property of yeasts
and that the S. cerevisiae strains used produce relatively higher levels of acetaldehyde than
those described by other authors [62,63]. Therefore, the yeast strain represents a prominent
factor in determining the content of acetaldehyde in wine distinguishing between two
different phenotypes: high and low acetaldehyde producers [63]. In this sense, the PC
strain’s ability to produce acetaldehyde is worth highlighting, since it could be considered
a high acetaldehyde producer; hence the interest in its use for sherry winemaking, where
acetaldehyde is a well-known and desirable constituent [64].
The glycosidase enzymes had a different effect on acetaldehyde content. The 12G
enzyme gave rise to lower acetaldehyde content, except in the ENSIS wines, while AR
increased this content. No studies were found on the effect of the use of enzymes on
the acetaldehyde content in wines. However, the accumulation of acetaldehyde during
fermentation has been reported to be dependent on the equilibrium between the alcohol,
dehydrogenase and aldehyde dehydrogenase enzymes [65]. The residual activity of these
enzymes still present in the wine or of the enzyme extracts used could be responsible for
the results obtained.
3.1.8. Other Compounds
Other compounds, such as thiols and phenols, were found in exceptionally low
concentrations in some of the Palomino fino wines. These compounds were 3-methylthio-
1-propanol, 2-methoxy-4-vinilphenol and 2,6-di-tert-butyl-4-ethylphenol, representing
under 0.1% of the total amount of volatile compounds. The first was found in all the
elaborated wines, ranging from 2 to 9 µg/L, while 2-methoxy-4-vinilphenol was found in
the control and PM wines and its content increased with maceration time. Only the control,
PM and SUPRA wines showed 2,6-di-tert-butyl-4-ethylphenol, with remarkably similar
concentrations, except in the latter with the lowest content (5.8 µg/L).
3.2. Odour Activity Values (OAVs) and Aromatic Series
Odour activity values (OAVs) were used to estimate the sensory contribution of the
aromatic compounds to the overall flavour of the wines. The contribution of one specific
volatile compound to the perception of the aroma depends not only on the concentration
of the volatile compound itself, but also on its odour threshold value. In this regard, the
odour perception threshold (OPT) value, odour descriptors and odorant series (by the main
odour descriptor) of the volatile compounds found in Palomino fino wines were revised
and listed in Table 3. According to Sánchez-Palomo et al. [6], compounds present in both
higher and lower concentrations compared to their odour threshold were included; the
latter due to synergistic effects with other odorant compounds.
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Table 3. Odour perception threshold (OPT), odour descriptors and odorant series of the volatile compounds found in
Palomino fino.
Volatile Compounds OPT a Odour Descriptor Odorant Series
Higher alcohols
n-Propyl alcohol 50 Fresh, fruity Grassy
Isobutanol 30 Fruity, wine-like Fruity
Amyl alcohol 30 Fruity Fruity
Isoamyl alcohol 30 Ripe fruit, sweet Fruity
Acids
Hexanoic acid 8 Cheese, rancid Fatty
Heptanoic acid 1 Fatty, dry Fatty
Octanoic acid 0.55 Vegetable oil, rancid, harsh Fatty
n-Decanoic acid 1 Fatty, unpleasant Fatty
9-Decenoic acid 0.04 Waxy, fatty, soapy Fatty
Benzoic acid 1 Chemical Chemical
C6 alcohols
1-Hexanol 1.62 Herbaceous, grass, woody Grassy
(E)-3-Hexen-1-ol 0.4 Fresh Grassy
(Z)-3-Hexen-1-ol 0.4 Freshly cut grass Grassy
Alcohols
4-Methyl-1-pentanol 50 Nutty Dried fruit
3-Methyl-1-pentanol 1 Soil, mushroom Earthy, mushroom
3-Ethoxy-1-propanol 50 Fruity Fruity
1-Octanol 0.12 Intense citrus, roses Fruity
3-Ethyl-2-pentanol n.f. - -
Benzyl alcohol 0.9 Fruity, blackberry Fruity
Phenylethyl alcohol 10 Roses, honey, lilac, floral, pollen Floral
Terpenes
Linalool 0.006 Floral, rose Floral
Linalool oxide 0.006 Fresh, sweet, floral Floral
α-Terpineol 0.25 Floral Floral
β-Citronellol 0.018 Floral Floral
Nerol 0.015 Floral Floral
2,6-Dimethyl-3,7-octadien-2,6-diol n.f. - -
Esters
Ethyl acetate 12 Pineapple Fruity
Ethyl butyrate 0.020 Sour fruit, apple Fruity
Ethyl isovaleriate 0.003 Fresh fruit, orange, berry, blackberry Fruity
Isoamyl acetate 0.03 Banana Fruity
Hexyl acetate 0.02 Pear Fruity
Ethyl lactate 150 Fruity, buttery Fatty
Ethyl 2-hydroxy-4-methylbutanoate 0.126 Pineapple, strawberry, tea, honey Fruity
Ethyl 2-hydroxy-4-methylpentanoate 0.051 Blueberry, valerian oil aroma Fruity
Ethyl pentanoate 1 Apple Fruity
Ethyl hexanoate 0.014 Green apple, fruity Fruity
Isoamyl hexanoate n.f
Ethyl octanoate 0.005 Pineapple, pear, sweet Fruity
Diethyl malonate n.f.
Ethyl decanoate 0.2 Sweet fruity, dry fruit Fruity
Diethyl succinate 1.2 Fruity, melon Fruity
Ethyl 9-decenoate 0.1 Rose Floral
Phenethyl acetate 0.25 Floral, roses, honey Floral
Ethyl cinnamate 0.0011 Balsamic, fruity, honey Fruity
Aldehydes
Acetaldehyde 100 Bitter almond Dried fruit
Thiols
3-Methylthio-1-propanol 1 Earthy, onion, garlic Earthy
Phenols
2-Methoxy-4-vinilphenol 0.04 Cloves, spice Spicy
n.f.: not found. a: Odour Perception Threshold (OPT) (mg/L) and odour descriptors reported by other authors [22,25–30].
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Considering the ΣOAV by odorant series (Figure 2) and the total OAV, two clearly
differentiated groupings in the wines are observed: on the one hand, the control and wines
treated with extractive techniques whose musts were obtained by horizontal membrane
pressing; and on the other hand, the wines elaborated using different yeast strains and
glycosidase enzymes to release aroma, whose musts were obtained by horizontal plate
pressing. Considering the control and F wines, both fermented by the same yeast strain,
although the total volatile content was higher in the F wines, their ΣOAV was lower and
the opposite occurred in the control wines. Therefore, the total volatile content was not
directly related to the aromatic profile given by the compounds contributing to aroma.
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used.
Fruity was the predominant odorant series contributed by esters, principally isoamyl
alcohol and ethyl octanoate. These compounds have a low perception threshold, so
contributed more significantly to the OAV. Their values increased with the pellicular
maceration time, reaching maximum levels at 12 h. The time of contact with the skins
favoured the grassy, fatty and spicy series, increasing them over time. However, the
greatest effect was observed in the fatty series through greater extraction of octanoic acid.
The supra-extraction technique led to an increase of fruity and floral series compared
to the control, with the floral series reaching the highest levels in SUPRA wines. Terpene
compounds are the main contributors to this series, highlighting linalool and β-citronellol
besides subthreshold compounds, such as linalool oxide, nerol and α-terpineol. Other
studies on Palomino fino have highlighted the neutral character of this variety and its
low potential to produce varietal aromas [2,5,8,55]. These results show supra-extraction as
a technique capable of selectively extracting terpenes and aromatic precursors from the
Palomino fino grape, highlighting its varietal character.
Regarding the yeast strains used, the results were similar, but slight differences were
observed in the fruity, floral and fatty series. The CK strain enhanced the floral series,
followed by F and ENSIS, while PC was characterized by its higher levels of the dried fruit
series.
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The β-glycosidase enzymes showed a different effect on the principal aromatic series.
Both enzymes decreased the ΣOAV of the fruity series, with a greater effect of 12G observed.
Likewise, the floral series decreased with the use of this enzyme but increased when the AR
enzyme was used, except in the PC wines. This enzyme was characterized by producing
higher levels of citronellol.
Therefore, the ΣOAV results indicate that the vinification technique used can improve
the fruity and floral characteristic in Palomino fino wines and even highlight varietal
aromas.
3.3. Principal Component Analysis of Odour Activity Values
The OAVs, related to the aromatic profile of the wine, were used as variables to carry
out the principal component analysis (PCA) (Table 4). Three principal components that
accounted for 75.1% of the total variance of the data were extracted by PCA. PC1 (44.7%
of the total variability) was mainly affected, with positive values, by acids, amyl alcohol,
isoamyl alcohol, 1-octanol and 2-methoxy-4-vinilphenol. This factor represents the effects
of winemaking techniques on the fruity and fatty series. PC2 was positively affected by
terpenes, heptanoic acid, ethyl butyrate and isoamyl acetate, which explained 29.9% of
the total variability between the samples. This component shows the main effects that
techniques had on the floral series, directly related to varietal character.
Table 4. Loadings of principal components of volatile compounds’ OAVs in Palomino fino wines.
Volatile Compounds PC1 PC2
n-Propyl alcohol −0.820 −0.214
Isobutanol −0.768 −0.539
Amyl alcohol 0.671 0.146
Isoamyl alcohol 0.781 0.272
Hexanoic acid 0.919 0.303
Heptanoic acid 0.365 0.657
Octanoic acid 0.924 −0.035
n-Decanoic acid 0.692 −0.125
9-Decenoic acid 0.912 −0.127





Benzyl alcohol −0.426 −0.269
Phenylethyl alcohol −0.272 −0.556
Linalool 0.006 0.990




Ethyl acetate −0.631 −0.283
Ethyl butyrate 0.169 0.797
Ethyl isovaleriate −0.560 −0.227
Isoamyl acetate 0.090 0.951
Hexyl acetate 0.943 0.058
Ethyl lactate −0.814 −0.324
Ethyl 2-hydroxy-4-methylbutyrate 0.951 0.227
Ethyl 2-hydroxy-4-methylpentanoate 0.934 −0.124
Ethyl pentanoate 0.809 0.094
Ethyl hexanoate 0.972 0.570
Ethyl octanoate 0.908 0.219
Ethyl decanoate −0.065 −0.188
Diethyl succinate 0.309 0.388
Ethyl 9-decenoate 0.950 −0.12
Phenylethyl acetate 0.357 −0.131




Loadings of rotated component matrix. Quartimax with Kaiser normalization of principal component analysis
(PCA) of volatile compounds in Palomino fino wines.
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It is clearly seen from the score plot of the samples on the plane defined by PC1 and
PC2 (Figure 3) that three types of wines are identified according to their aromatic profile:
firstly, there are the closely grouped wines resulting from the use of yeast strains and
glycosidase enzymes (negative values of PC1 and PC2); secondly, slightly separated, there
are the control and PM wines (positive values of PC1 and negative values of PC2); thirdly,
there are the SUPRA wines (negative values of PC1 and positive values of PC2).




Figure 3. PCA scores of Palomino fino wines elaborated using different vinification 
techniques. PM4, PM8 and PM12: pellicular maceration for 4, 8 and 12 h, respectively; 
SUPRA: supra-extraction wine; PC, F, CK and ENSIS: wines elaborated by different 
yeast strains; 12G and AR: correspond to enzymatic extracts used. 
3.4. Sensory Analysis 
The spider plots (Figure 4) show the mean values for the attributes of the 
control and treated wines with different winemaking techniques. In general, 
the wines vinified by extractive techniques (Figure 4a) showed the highest 
scores for most attributes, especially intensity and aroma quality, indicating 
an improvement over the control and other wines. As shown in the sensorial 
analysis, SUPRA Palomino fino wines obtained higher values in the global 
judgment and were evaluated as superior in terms of aromatic and taste 
quality. In addition, the tasters valued them as more floral and, above all, 
fruity, with notes of pineapple, pear, plum and other aromas, such as caramel 
and raisins, which is consistent with the results obtained in the aromatic 
profile (OAVs) of these wines. The results described in this study show that 
the supra-extraction-treated wines had a higher free aromatic profile in 
comparison to the control wines, mainly due to extraction and hydrolysis of 
the glycosidically bound terpenes. 
On the other hand, the grape origin and the way of obtaining the must 
have a greater influence on the sensorial profile than the use of yeast strains 
(Figure 4b) and glycosidase enzymes (Figure 4c), with clear differences in the 
analysed attributes compared to the control. F wines were the best valued for 
their aromatic quality with fruity and spicy notes, while PC wines were 
valued as sherried wines mainly due to their aroma of green apple, nuts and 
almond, characteristic of the biological aging of sherry wines. This result 
confirms that obtained in the OAV analysis and explains why the PC yeast 
strain is selected for the fermentation of Palomino fino musts and its 
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Figure 3. PCA c res of Pal mi fino wines elaborated us ng different vinification techniques.
PM4, PM8 and PM12: pellicular maceration for 4, 8 and 12 h, respectiv ly; SUPRA: supra-extraction
wine; PC, F, CK and ENSIS: wines elaborated by different yeast strains; 12G and AR: correspond to
enzymatic extracts used.
The loadings of each compound on the principal components clearly show that
terpenic compounds are mainly responsible for the grouping of the floral wines. Fatty
acids and their esters are responsible for the differentiation of other wines due to their
fruity character, separating those made using strains and enzymes from the control and
those from the pellicular maceration.
3.4. Sensory Analysis
The spider plots (Figure 4) show the mean values for the attributes of the control and
treated wines with different winemaking techniques. In general, the wines vinified by
extractive techniques (Figure 4a) showed the highest scores for most attributes, especially
intensity and aroma quality, indicating an improvement over the control and other wines.
As shown in the sensorial analysis, SUPRA Palomino fino wines obtained higher values
in the global judgment and were evaluated as superior in terms of aromatic and taste
quality. In addition, the tasters valued them as more floral and, above all, fruity, with
notes of pineapple, pear, plum and other aromas, such as caramel and raisins, which is
consistent with the results obtained in the aromatic profile (OAVs) of these wines. The
results described in this study show that the supra-extraction-treated wines had a higher
free aromatic profile in comparison to the control wines, mainly due to extraction and
hydrolysis of the glycosidically bound terpenes.
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Figure 4. Effect of winemaking technique on sensorial analysis: results of Palomino fino wines
compared to the control wine. (a) Extractive techniques of pellicular maceration (PM) and supra-
extraction (SUPRA); (b) aroma-release technique using yeast strains (PC, F, CK and ENSIS); (c) aroma
release-technique using the β-glycosidase enzymes A and 12G.
On the other hand, the grape origin and the way of obtaining the must have a greater
influence on the sensorial profile than the use of yeast strains (Figure 4b) and glycosidase
enzymes (Figure 4c), with clear differences in the analysed attributes compared to the
control. F wines were the best valued for their aromatic quality with fruity and spicy notes,
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while PC wines were valued as sherried wines mainly due to their aroma of green apple,
nuts and almond, characteristic of the biological aging of sherry wines. This result confirms
that obtained in the OAV analysis and explains why the PC yeast strain is selected for
the fermentation of Palomino fino musts and its subsequent aging under biofilm of “flor”
velum.
The β-glycosidase enzymes led to a significant loss of aromatic quality, resulting in
wines classified as “lacking typicality” by the tasters.
4. Conclusions
The current study was the first to investigate the influence of different pre-fermentation
(pellicular maceration and supra-extraction), fermentation (use of yeasts) and post-
fermentation (use of β-glycosidase enzymes) treatments on the volatile compounds, aro-
matic profile and sensorial evaluation of Palomino fino wines. The magnitude of analytical
and sensorial differences observed depended on the origin of the grape variety and the
type of press and technique used.
Until now, the Palomino variety has been considered as neutral, with few remarkable
aromas, in which the fruity character slightly increases after certain treatments, such as
cold skins, fermentation by co-inoculation or the use of glycosidase enzymes. However,
the supra-extraction technique showed an increase of volatile compounds in Palomino fino
wines and ΣOAVs, improving their aromatic intensity and quality with a greater floral
character.
According to the results, supra-extraction is a viable alternative to Palomino fino white
wine elaboration, favouring their differentiation from the sherry wines and other white
wines made with the same variety.
Author Contributions: Conceptualization, A.M.R., V.M.P. and L.P.-R.; methodology, A.M.R. and
V.M.P.; software, A.M.R. and F.S.-G.; validation, A.M.R., V.M.P., L.P.-R. and F.S.-G.; formal analysis,
A.M.R. and F.S.-G.; investigation, A.M.R., V.M.P. and L.P.-R.; resources, V.M.P. and L.P.-R.; data
curation, A.M.R. and F.S.-G.; writing—original draft preparation, A.M.R.; writing—review and
editing, A.M.R.; visualization, A.M.R., V.M.P., L.P.-R. and F.S.-G.; supervision, V.M.P. and L.P.-R. All
authors have read and agreed to the published version of the manuscript.
Funding: This research received no external funding.
Data Availability Statement: Data is contained within the article.
Conflicts of Interest: The authors declare no conflict of interest.
References
1. Vinos de Jerez. Sherry Wines. Available online: https://www.sherry.wine/es/marco-de-jerez/el-consejo-regulador (accessed on
15 November 2020).
2. Puertas, B.; Jiménez, M.J.; Cantos-Villar, E.; Cantoral, J.M.; Rodríguez, M.E. Use of Torulaspora delbrueckii and Saccharomyces
cerevisiae in semi-industrial sequential inoculation to improve quality of Palomino and Chardonnay wines in warm climates. J.
Appl. Microbiol. 2016, 122, 733–746. [CrossRef] [PubMed]
3. Sancho-Galán, P.; Amores-Arrocha., A.; Palacios, V.; Jiménez-Cantizano, A. Preliminay study of somatic variants of Palomino fino
(Vitis vinífera L.) grown in a warm climate region (Andalusia, Spain). Agronomy 2020, 10, 654.
4. Pozo-Bayón, M.A.; Moreno-Arribas, M.V. Sherry Wines. In Advances in Food and Nutrition Research, 1st ed.; Jackson, R.S., Ed.;
Academic Press, Elsevier Ltd.: London, UK, 2011; Volume 63, pp. 17–40.
5. Valcárcel, M.C.; Palacios, V. Influence of ‘Novarom G’ Pectinase b-glycosidase Enzyme on the Wine Aroma of Four White Varieties.
Food Sci. Technol. Int. 2008, 14 (Suppl. 5), 95–102.
6. Sánchez-Palomo, E.; Trujillo, M.; García, A.; González, M.A. Aroma profile of malbec red wines from La Mancha region: Chemical
and sensory characterization. Food Res. Int. 2017, 100, 201–208. [CrossRef]
7. King, E.S.; Kievit, R.L.; Curtin, C.; Swiegers, J.H.; Pretorius, I.S.; Bastian, S.E.P.; Leigh Francis, I. The effect of multiple yeasts
co-inoculations on Sauvignon Blanc wine aroma composition, sensory properties, and consumer preference. Food Chem. 2010,
122, 618–626. [CrossRef]
8. Piñeiro, Z.; Natera, R.; Castro, R.; Palma, M.; Puertas, B.; Barroso, C.G. Characterisation of volatile fraction of monovarietal wines:
Influence of winemaking practices. Anal. Chim. Acta 2006, 563, 165–172. [CrossRef]
Foods 2021, 10, 453 21 of 22
9. Cabrita, M.J.; Costa Freitas, A.M.; Laureano, O.; Borsa, D.; Di Stefano, R. Aroma compounds in varietal wines from Alentejo,
Portugal. J. Food Compos. Anal. 2007, 20, 375–390. [CrossRef]
10. González-Barreiro, C.; Rial-Otero, R.; Cancho-Grande, B.; Simal-Gándara, J. Wine aroma compounds in grapes: A critical review.
Crit. Rev. Food Sci. Nutr. 2015, 55, 202–218. [CrossRef]
11. Slegers, A.; Angers, P.; Oullet, P.; Trucho, T.; Pedneault, K. Volatile compounds from grape skin, juice and wine from five
interspecific hybrid grape cultivars grown in Québec (Canada) for wine production. Molecules 2015, 20, 10980–11016. [CrossRef]
12. Chang, E.; Jung, S.; Hur, Y. Changes in the aromatic composition of grape cv. Cheongsoo wine depending on the degree of grape
ripening. Food Sci. Biotechnol. 2014, 23, 1761–1771. [CrossRef]
13. Wang, J.; Hue, S.; Zhang, Y.; Liu, Y.; Fan, W. Effect of different pre-fermentation treatments on polyphenols, color, and volatile
compounds of three wine varieties. Food Sci. Biotechnol. 2016, 25, 735–743. [CrossRef]
14. Selli, S.; Canbas, A.; Cabaroglu, T.; Erten, H.; Gunata, Z. Aroma components of cv. Muscat of Bornova wines and influence of skin
contact treatment. Food Chem. 2006, 94, 319–326. [CrossRef]
15. Zhang, B.; Luan, Y.; Duan, C.Q.; Yan, G.L. Use of Torulaspora delbrueckii co-fermentation with two Saccharomyces cerevisiae strains
with different aromatic characteristic to improve the diversity of red wine aroma profile. Front. Microbiol. 2018, 9, 606. [CrossRef]
16. Losada, M.M.; López, J.F.; Añón, A.; Andrés, J.; Revilla, E. Influence of some oenological practices on the aromatic and sensorial
characteristics of white Verdejo wines. Int. J. Food Sci. Technol. 2012, 47, 1826–1834. [CrossRef]
17. Garde, T.; Ancín-Azpilicueta, C. Effect of oak barrel type on the volatile composition of wine: Storage time optimization. LWT
Food Sci. Technol. 2006, 39, 199–205.
18. Fernández de Simón, B.; Martínez, J.; Sanz, M.; Cadahía, E.; Esteruelas, E.; Muño, A.M. Volatile compounds and sensorial
characterisation of red wine aged in cherry, chestnut, false acacia, ash and oak wood barrels. Food Chem. 2014, 147, 346–356.
[CrossRef]
19. Wang, J.; Huo, S.; Zhang, Y.; Liu, Y.; Fan, W. Impact of various maceration techniques on the phenolic and volatile composition of
Chenin Blanc wines. Int. J. Food Sci. Technol. 2016, 51, 2360–2366. [CrossRef]
20. Cabaroglu, T.; Selli, S.; Canbas, A.; Leproutre, J.P.; Gunata, Z. Wine flavour enhancement through the use of exogenus fungal
glycosidases. Enzyme Microb. Technol. 2003, 33, 581. [CrossRef]
21. Ugliano, M.; Bartowsky, E.J.; McCarthy, J.; Moio, L.; Henschke, P.A. Hydrolysis and transformation of grape glycosidically
bound volatile compounds during fermentation with three Saccharomyces yeast strains. J. Agric. Food Chem. 2006, 54, 6322–6331.
[CrossRef]
22. Amores-Arrocha, A.; Roldán, A.; Jiménez-Cantizano, A.; Palacios, V. Evaluation of the use of multiflora bee pollen on the volatile
compounds and sensorial profile of Palomino fino and Riesling young wines. Food Res. Int. 2018, 105, 197–209. [CrossRef]
[PubMed]
23. Di Stefano, R. Proposition d’une méthode de préparation de l’echantillon pour la détermination des terpènes libres et glycosides
des raisins et des vins. Bull. OIV 1991, 721–722, 219–223.
24. Francis, I.L.; Newton, J.L. Determining wine aroma from compositional data. Aust. J. Grape Wine Res. 2005, 11, 114–126. [CrossRef]
25. Ferreira, V.; López, R.; Cacho, J.F. Quantitative determination of the odorants of young red wines from different grape varieties. J.
Sci. Food Agric. 2000, 80, 1659–1667. [CrossRef]
26. Peinado, R.A.; Moreno, J.A.; Muñoz, D.; Medina, M.; Moreno, J. Gas chromatographic quantification of major volatile comp
ounds and polyols in wine by direct injection. J. Agric. Food Chem. 2004, 2, 6389–6393. [CrossRef] [PubMed]
27. Moreno, J.A.; Zea, L.; Moyano, L.; Medina, M. Aroma compounds as markers of the changes in sherry wines subjected to
biological ageing. Food Control. 2005, 16, 333–338. [CrossRef]
28. Moyano, L.; Zea, L.; Moreno, J.; Medina, M. Analytical study of aromatic series in sherry wines subjected to biological aging. J.
Agric. Food Chem. 2002, 50, 7356–7361. [CrossRef]
29. Welke, J.E.; Zanus, M.; Lazzarotto, M.; Zini, C.A. Quantitative analysis of headspace volatile compounds using comprehensive
two-dimensional gas chromatography and their contribution to the aroma of Chardonnay wine. Food Res. Int. 2014, 59, 85–99.
[CrossRef]
30. Zea, L.; Moyano, L.; Moreno, J.; Cortes, B.; Medina, M. Discrimination of the aroma fraction of Sherry wines obtained by oxidative
and biological ageing. Food Chem. 2001, 75, 79–84. [CrossRef]
31. Peinado, R.A.; Moreno, J.A.J.; Bueno, J.E.; Moreno, J.A.J.; Mauricio, J.C. Comparative study of aromatic compounds in two young
white wines subjected to pre-fermentative cryomaceration. Food Chem. 2004, 84, 585–590. [CrossRef]
32. ISO NORM. 3591(1977). Sensory Analysis: Apparatus Wine Tasting Glass; ISO: Geneva, Switzerland, 1977.
33. Jackson, R.S. Wine Tasting: A Professional Handbook; Academic Press: London, UK, 2009; p. 350.
34. Vilanova, M.; Zamuz, S.; Vilariño, F.; Sieiro, C. Effect of terroir on the volatiles of Vitis vinifera cv. Albariño. J. Sci. Food Agric. 2007,
87, 1252–1256. [CrossRef]
35. Darias-Martíın, J.; Díaz-González, D.; Díaz-Romero, D. Influence of two pressing processes on the quality of must in white wine
production. J. Food Eng. 2004, 63, 35–340. [CrossRef]
36. Aleixandre, J.L.; García, M.J. Influencia del prensado en la calidad del vino. Viticultura y Enología Prof. 1993, 24, 31–37.
37. Moreno-Pérez, A.; Vila-López, R.; Fernández-Fernández, J.I.; Martínez-Cutillas, A.; Gil-Muñoz, R. Influence of cold pre-
fermentation treatments on the major volatile compounds of three wine varieties. Food Chem. 2013, 139, 770–776. [CrossRef]
[PubMed]
Foods 2021, 10, 453 22 of 22
38. Ribéreau-Gayón, P.; Dubourdieu, D.; Donèche, B.; Lonvau, A. Handbook of Enology: The Microbiology of Wine and Vinifications; John
Wiley & Sons Ltd.: Hoboken, NJ, USA, 2003; p. 417.
39. Lukic´, I.; Radeka, S.; Grozaj, S.; Staver, M.; Peršuric´, D. Changes in physico-chemical and volatile aroma compound composition
of Gewürztraminer wine as a result of late and ice harvest. Food Chem. 2016, 196, 1048–1057. [CrossRef]
40. Klingshirn, L.M.; Liu, J.R.; Gallanger, J.F. Higher alcohol formation in wines as related to the particle size profiles of juice insoluble
solids. Am. J. Enol. Vitic. 1987, 38, 207–210.
41. Guitart, A.; Hernandez-Orte, P.; Cacho, J. Effects of maceration on the amino acid content of Chardonnay musts and wines. Vitis
1997, 36, 43–47.
42. Zhang, S.; Petersen, M.A.; Liu, J.; Toldam-Andersen, T.B. Influence of pre-fermentation treatments on wine volatile and sensory
profile of the new disease tolerant cultivar Solaris. Molecules 2015, 20, 21609–21625. [CrossRef]
43. Gnekow, B.; Ough, C.S. Methanol in Wines and Musts: Source and Amounts. Am. J. Enol. Vitic. 1976, 27, 1–6.
44. RESOLUTION OENO 19/2004. Maximum Content Limits of Methanol of Wines. Available online: https://www.oiv.int/public/
medias/644/oeno-19--2004-en.pdf (accessed on 28 January 2020).
45. Lin, X.; Hu, X.; Wu, W.; Liu, S.; Li, C. Evaluation of the volatile profile of wax apple (Syzygium samarangense) wines fermented
with different commercial Saccharomyces cerevisiae strains. Food Sci. Biotechnol. 2019, 28, 657–667. [CrossRef]
46. Schwab, W.; Davidovich-Rikanati, R.; Lewinsohn, E. Biosynthesis of plant-derived flavor compounds. Plant. J. 2008, 54, 712–732.
[CrossRef]
47. Oliveira, J.M.; Faria, M.; Sá, F.; Barros, F.; Araújo, I.M. C6-alcohols as varietal markers for assessment of wine origin. Anal. Chim.
Acta 2006, 563, 300–309. [CrossRef]
48. Gómez, E.; Martínez, A.; Laencina, J. Changes in volatile compounds during maturation of some grape varieties. J. Sci. Food Agric.
1995, 67, 229–233. [CrossRef]
49. Watkins, P.; Wijesundera, C. Application of zNose™ for the analysis of selected grape aroma compounds. Talanta 2006, 70,
595–601. [CrossRef]
50. Denis, E.G.; Keyzers, R.A.; Kaula, C.M.; Maffei, S.M.; Nicholson, E.L.; Boss, P.K. Grape Contribution to Wine Aroma: Production
of Hexyl Acetate, Octyl Acetate, and Benzyl Acetate during Yeast Fermentation Is Dependent upon Precursors in the Must. J.
Agric. Food Chem. 2012, 60, 2638–2646. [CrossRef]
51. Bakker, J.; Clarke, R.J. Volatile Components. In Wine Flavour Chemistry; Bakker, J., Clarke, R.J., Eds.; Wiley-Blackwell: Chichester,
UK, 2011; pp. 155–238.
52. Ribereau-Gayon, P.; Glories, Y.; Maujeau, A.; Dubordieu, P. Handbook of Enology. The Chemistry of Wine Stabilization and Treatments,
2nd ed.; John Wiley and Sons, Ltd.: Chichester, UK, 2006; Volume 2.
53. Lopez-Tamames, E.; CarroMarino, N.; Gunata, Y.Z.; Sapis, C.; Baumes, R.; Bayonove, C. Potential aroma in several varieties of
Spanish grapes. J. Agric. Food Chem. 1997, 45, 1729–1735. [CrossRef]
54. Genovés, S.; Gil, J.V.; Vallés, S.; Casas, J.A.; Manzanares, P. Assesment of the aromatic potential of Palomino fino grape must
using glicosidasas. Am. J. Enol. Vitic. 2005, 56, 188–191.
55. Fernández-González, M.; Di Stefano, R. Fractionation of glycoside aroma precursors in neutral grapes. Hydrolysis and conversion
by Saccharomyces cerevisiae. Lebensm. Wiss. Technol. 2004, 37, 467–473. [CrossRef]
56. Claus, H.; Mojsov, K. Enzymes for Wine Fermentation: Current and Perspective Applications. Fermentation 2018, 4, 52. [CrossRef]
57. Álvarez, I.; García, M.A.; González, R.; Martin, P. Avances en Ciencias y Técnicas Enológicas. ITACyL y GIENOL 2000, 121.
58. Ugliano, M.; Henschke, P.A. Yeasts and wine flavour. In Wine Chemistry and Biochemistry; Moreno-Arribas, M.V., Polo, M.C., Eds.;
Springer: New York, NY, USA, 2009; pp. 313–392.
59. Tamborra, P.; Martino, N.; Esti, M. Laboratory tests on glycosidase preparations in wine. Anal. Chim. Acta 2004, 513, 299–303.
[CrossRef]
60. Patel, S.; Shibamoto, T. Effect of 20 different yeast strains on the production of volatile components in Symphony wine. J. Food
Compost. Anal. 2003, 16, 469–476. [CrossRef]
61. Liu, S.Q.; Pilone, G.O. An overview of formation and roles of acetaldehyde in winemaking with emphasis on microbiological
implications. Int. J. Food Sci. Technol. 2000, 35, 49–61. [CrossRef]
62. Delfini, C.; Costa, A. Effects of the grape must lees and insoluble materials on the alcoholic fermentation rate and the production
of acetic acid, pyruvic acid, and acetaldehyde. Am. J. Enol. Vitic. 1993, 44, 86–92.
63. Romano, P.; Suzzi, G.; Turbanti, L.; Polsinelli, M. Acetaldehyde production in Saccharomyces cerevisiae wine yeasts. FEMS Microbiol.
Lett. 1994, 118, 213–218. [CrossRef]
64. Amerine, M.A. Composition of wines. I. Organic constituents. Ad. Food Res. 1954, 5, 353–510.
65. Millan, C.; Ortega, J.M. Production of ethanol, acetaldehyde, and acetic acid in wine by various yeast races: Role of alcohol and
aldehyde dehydrogenase. Am. J. Enol. Vitic. 1988, 39, 107–112.
